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Figure S1: NFAT1 expression and translocation in HSC lines. 
Supplemental methods:
• Array hybridization and analysis Intensity of NFAT signals from confocal images as quantified for Figure 1D and S1A using TissueQuest software and used to calculate the percentage of NFAT located in the nucleus Data represent 3 biological replicates for each culture condition.

Array hybridization and analysis
Total RNA was extracted following the double extraction protocol: RNA isolation by acid guanidinium thiocyanate-phenol-chloroform extraction (Trizol Invitrogen) followed by a Qiagen RNeasy clean-up procedure. RNA purity was assessed by spectrophotometer (Nanodrop): 260/280 and 260/230 ratios were evaluated. If the 260/280 and 260/230 ratios are < of 1.8, RNA samples are ethanol precipitated. Total RNA integrity was assessed by Agilent Bioanalyzer and the RNA Integrity Number (RIN) was calculated and RIN greater than 9, were used for microarray analysis. ssDNA was prepared, fragmented and labelled according to the Affymetrix protocol. Fragmented ssDNAs were hybridized to the standard arrays for 17h at 45°C; the arrays were then washed and stained using the fluidics station and then scanned using GeneChip Scanner 3000. The images were analyzed using Command Console and comparison analyses were carried out according to the instructions provided by Affymetrix. 
Immunofluorescent labeling
Cells were cultured for 48h in Flt3-L supplemented medium, followed by stimulation with ionomycin (500 ng/ml) for 2h. Cells were fixed for 20min at room temperature in 4% paraformaldehyde, collected, washed twice in PBS, permeabilized in 0.5% Triton X100 for 2 minutes at room temperature, washed and then blocked for 1h with 3% BSA. Cells were incubated for 1h (37°C) with anti-NFAT1 antibody (Thermo Scientific) diluted to 10 µg/ml in the blocking solution, washed 3 times in PBS and incubated for 1h (37°C) with the secondary antibody (AlexaFluor 633 goat anti-mouse IgG, Molecular Probes) at 1 µg/ml, and Hoechst at 2 µg/ml. Cells were mounted in FluorSave (Calbiochem). Cellular localization of NFAT1 was analyzed using an Olympus FV1000 confocal microscope. Intensity of NFAT signals from confocal images were quantified using TissueQuest software (TissuGnostics, Austria) and used to calculate the percentage of NFAT located in the nucleus. 
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